[Abstract] The STAT3 transcription factor is an important signaling molecule for many cytokines and growth factor receptors and is constitutively activated in a number of human tumors and possesses oncogenic potential and anti-apoptotic activities. STAT3 is activated by phosphorylation at Tyr705, which induces dimerization, nuclear translocation, and DNA binding.
Tumor cell lines with constitutive activation of STAT3 (positive control
5. Incubate at room temperature (RT) for 5 min.
6. Microcentrifuge for 10 min at 13,000 rpm.
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1. Scan the film and measure the intensity of pSTAT3 and STAT3 bands. Calculate the STAT3 activation using the following formula:
Percentage of STAT3 activation = (intensity of pSTAT3)/ (intensity of STAT3 + intensity of pSTAT3) x 100%.
Recipes

Electrophoresis buffer
To prepare 1 L buffer, add 100 ml 10x Tris/glycine to 900 ml ddH2O.
Protein lysis buffer
M-PER mammalian protein extraction reagent with 1x halt protease and phosphatase inhibitor cocktail.
Transfer buffer
To prepare 1 L buffer, add 100 ml 10x Tris/Glycine/SDS and 200 ml methanol to 700 ml ddH2O.
1x TBS
To prepare 1 L of 1x TBS, add 100 ml 10x TBS to 900 ml ddH2O. PVDF membranes may also be used.
